. Generated using Clustal Omega and BOXSHADE. Regions of sequence identity are highlighted in grey, and are represented by bold red amino acid identifiers. Areas of sequence similarity are represented by bold blue amino acid identifiers. The green line above the middle of the domain II sequence represents the dimerization arm, and sites where mutations were made to create the sLET-23 dim-arm construct are shown as green asterisks. Amino acid numbering is for the predicted mature proteins (minus signal sequence).
. Experimental sLET-23ΔV P(r) curves were generated using GNOM 1 from the fits shown in Fig. 3a ,b. Theoretical P(r) curves for s-dEGFRΔV were created from crystalstructure-based models using CRYSOL 2 and GNOM 1 . The s-dEGFRΔV dimer seen in PDB entry 3I2T 3 was used for the unliganded dimer, and PDB entry 3LTF 4 was used for the Spitz EGF -bound s-dEGFRΔV dimer. In both cases, domain IV was completed by modeling based on other ErbB structures. Data are normalized by area under the P(r) curve. This comparison of P(r) curves reveals that the nature and extent of ligand-induced conformational changes in the sLET-23ΔV dimer are similar in scale to those seen in s-dEGFRΔV dimers upon Spitz EGF binding. (b) We observed some pH-dependent differences in sLET-23ΔV scattering in home-source experiments at high protein concentrations and relatively long exposure times. In buffer B at pH 8.0 (orange circles), the average normalized I(0)/c for sLET-23ΔV was 2.2 times larger than for monomeric human sEGFR. However, in 25 mM MES, 150 mM NaCl at pH 6.0 (purple circles), I(0)/c is reduced to 1.5 -closer to the expected value for sLET-23V dimers given the reduced glycosylation compared with human sEGFR, and similar to the I(0)/c value measured for sLET-23V plus LIN-3 EGF at pH 8.0 with the home source (note that ligand binds very weakly at pH 6.0). Moreover, R g and D max for unliganded sLET-23V were 55.6 ± 3.4 Å and 155 Å respectively at pH 8.0, but just 48.0 Å and 140 Å respectively at pH 6.0. The latter numbers agree well with those obtained at CHESS (Fig. 3) at pH 8.0 (R g = 45.3 ± 0.5 Å, D max = 130 Å) with shorter exposures and lower protein concentrations. Since LIN-3 EGF -bound sLET-23 always had dimensions equal to or smaller than dimer (or those of unliganded sLET-23) these results further underscore the basic conclusion that unliganded sLET-23 oligomerizes, and that oligomerization is not enhanced by ligand binding. (c) Guinier analysis shows that the pH-dependent differences in SAXS-derived parameters do not arise from protein aggregation. Guinier regions (q*R g < 1.3) for sLET-23ΔV at both pH = 6.0 (purple circles) and at pH = 8.0 (orange circles) are linear.
